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FILE 'HOME' ENTERED AT 14:42:14 ON 07 JAN 2004 



=> File bioscience health medicine meetings pharmacology research toxicology 
FILE ' DRUGMONOG ' ACCESS NOT AUTHORIZED 



FULL ESTIMATED COST 



COST IN U.S. DOLLARS 



SINCE FILE 
ENTRY 
0.21 



TOTAL 
SESSION 
0.21 



FILE 'ADISCTI 1 ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 Adis Data Information BV 

FILE 1 ADISINSIGHT ' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 Adis Data Information BV 

FILE 'ADISNEWS' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 Adis Data Information BV 

FILE ' AGRICOLA' ENTERED AT 14:42:29 ON 07 JAN 2004 

FILE 1 ANABSTR 1 ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (c) 2004 THE ROYAL SOCIETY OF CHEMISTRY (RSC) 

FILE 'AQUASCI' ENTERED AT 14:42:29 ON 07 JAN 2004 

COPYRIGHT 2004 FAO (On behalf of the AS FA Advisory Board) . All rights reserved. 

FILE 'BIOBUSINESS' ENTERED AT 14:42:29 ON 07 JAN 2 004 
COPYRIGHT (C) 2004 Biological Abstracts, Inc. (BIOSIS) 

FILE ' BIOCOMMERCE ' ENTERED AT 14:42:29 ON 07 JAN 2004 

COPYRIGHT (C) 2004 BioCommerce Data Ltd. Richmond Surrey, United Kingdom. All 
rights reserved 

FILE 'BIOSIS' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 BIOLOGICAL ABSTRACTS INC. (R) 

FILE 1 BIOTECHABS 1 ENTERED AT 14:42:29 ON 07 JAN 2004 

COPYRIGHT (C) 2 004 THOMSON DERWENT AND INSTITUTE FOR SCIENTIFIC INFORMATION 

FILE ' BIOTECHDS 1 ACCESS NOT AUTHORIZED 

FILE 1 BIOTECHNO ' ENTERED AT 14:42:29 ON 07 JAN 2004 

COPYRIGHT (C) 2004 Elsevier Science B.V., Amsterdam. All rights reserved. 

FILE 'CABA' ENTERED AT 14:42:29 ON 07 JAN 20 04 
COPYRIGHT (C) 2004 CAB INTERNATIONAL (CABI) 

FILE ' CANCERLIT ' ENTERED AT 14:42:29 ON 07 JAN 2004 

FILE 'CAPLUS 1 ENTERED AT 14:42:29 ON 07 JAN 2004 

USE IS SUBJECT TO THE TERMS OF YOUR STN CUSTOMER AGREEMENT. 

PLEASE SEE "HELP USAGETERMS " FOR DETAILS. 

COPYRIGHT (C) 2004 AMERICAN CHEMICAL SOCIETY (ACS) 

FILE ' CEABA-VTB 1 ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (c) 2 004 DECHEMA eV 

FILE 1 CEN 1 ENTERED AT 14:42:29 ON 07 JAN 2 004 
COPYRIGHT (C) 2004 American Chemical Society (ACS) 

FILE 'CIN 1 ENTERED AT 14:42:29 ON 07 JAN 2004 

USE IS SUBJECT TO THE TERMS OF YOUR STN CUSTOMER AGREEMENT. 

PLEASE SEE "HELP USAGETERMS" FOR DETAILS. 

COPYRIGHT (C) 2004 American Chemical Society (ACS) 

FILE »CONFSCI' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 Cambridge Scientific Abstracts (CSA) 



FILE ' CROPB' ENTERED AT 14:42:29 ON 07 JAN 2 004 



COPYRIGHT (C) 2004 THOMSON DERWENT 

FILE 'CROPU' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 THOMSON DERWENT 

FILE •DISSABS 1 ENTERED AT 14:42:29 ON 07 JAN 2004 

COPYRIGHT (C) 2004 ProQuest Information and Learning Company; All Rights Reserved. 

FILE ' DDFB ' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 THOMSON DERWENT 

FILE 1 DDFU ' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 THOMSON DERWENT 

FILE 1 DGENE 1 ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 THOMSON DERWENT 

FILE ' DRUGB 1 ACCESS NOT AUTHORIZED 

FILE 1 DRUGMONOG2 ' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 IMSWORLD Publications Ltd 

FILE 1 IMSDRUGNEWS 1 ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 IMSWORLD Publications Ltd 

FILE ' DRUGU ' ACCESS NOT AUTHORIZED 

FILE ' IMSRESEARCH ' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 IMSWORLD Publications Ltd 

FILE 'EMBAL 1 ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 Elsevier Inc. All rights reserved. 

FILE 'EMBASE' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 Elsevier Inc. All rights reserved. 

FILE 1 ESBIOBASE ' ENTERED AT 14:42:29 ON 07 JAN 2004 

COPYRIGHT (C) 2004 Elsevier Science B.V., Amsterdam. All rights reserved. 

FILE ' FEDRIP ' ENTERED AT 14:42:29 ON 07 JAN 2004 

FILE 1 FOMAD 1 ENTERED AT 14:42:29 ON 07 JAN 2 0 04 
COPYRIGHT (C) 2004 Leatherhead Food Research Association 

FILE 1 FOREGE 1 ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 Leatherhead Food Research Association 

FILE 'FROSTI' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 Leatherhead Food Research Association 

FILE ' FSTA 1 ENTERED AT 14:42:29 ON 07 JAN 2004 

COPYRIGHT (C) 2004 International Food Information Service 

FILE 'GENBANK' ENTERED AT 14:42:29 ON 07 JAN 2004 

FILE 'HEALSAFE' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 Cambridge Scientific Abstracts (CSA) 



FILE 'IFIPAT' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 IFI CLAIMS (R) Patent Services (IFI) 

FILE ' IMSPRODUCT 1 ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 IMSWORLD Publications Ltd 



FILE ' JICST-EPLUS' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 Japan Science and Technology Agency (JST) 

FILE ' KOSMET 1 ENTERED AT 14:42:29 ON 07 JAN 2004 

COPYRIGHT (C) 2004 International Federation of the Societies of Cosmetics Chemists 

FILE 'LIFESCI* ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 Cambridge Scientific Abstracts (CSA) 



FILE ' MEDICONF ' ENTERED AT 14:42:29 ON 07 JAN 2004 

COPYRIGHT (c) 2 004 FAIRBASE Datenbank GmbH, Hannover, Germany 

FILE ' MEDLINE ' ENTERED AT 14:42:29 ON 07 JAN 2004 

FILE 'NIOSHTIC ENTERED AT 14:42:29 ON 07 JAN 20 04 

COPYRIGHT (C) 2004 U.S. Secretary of Commerce on Behalf of the U.S. Government 
FILE 'NTIS' ENTERED AT 14:42:29 ON 07 JAN 2004 

Compiled and distributed by the NTIS, U.S. Department of Commerce. 
It contains copyrighted material. 
All rights reserved. (2004) 

FILE 'NUTRACEUT' ENTERED AT 14:42:29 ON 07 JAN 2004 

Copyright 2004 (c) MARKETLETTER Publications Ltd. All rights reserved. 

FILE 'OCEAN' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2 004 Cambridge Scientific Abstracts (CSA) 



FILE 'PASCAL' ENTERED AT 14:42:29 ON 07 JAN 2004 

Any reproduction or dissemination in part or in full, 

by means of any process and on any support whatsoever 

is prohibited without the prior written agreement of INIST-CNRS. 

COPYRIGHT (C) 2 004 INIST-CNRS. All rights reserved. 

FILE ' PCTGEN ' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2 004 WIPO 

FILE 'PHAR' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 PJB Publications Ltd. (PJB) 

FILE ' PHARMAML ' ENTERED AT 14:42:29 ON 07 JAN 2004 

Copyright 2004 (c) MARKETLETTER Publications Ltd. All rights reserved. 

FILE 'PHIC ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 PJB Publications Ltd. (PJB) 

FILE 'PHIN' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2 004 PJB Publications Ltd. (PJB) 

FILE 'PROMT' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2 004 Gale Group. All rights reserved. 

FILE 'RDISCLOSURE' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 Kenneth Mason Publications Ltd. 

FILE 'SCISEARCH' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT 2 004 THOMSON IS I 

FILE * SYNTHLINE ' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2 004 Prous Science 



FILE ' TOXCENTER ' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2 004 ACS 

FILE ' USPATFULL ' ENTERED AT 14:42:29 ON 07 JAN 2 0 04 

CA INDEXING COPYRIGHT (C) 2 004 AMERICAN CHEMICAL SOCIETY (ACS) 

FILE 1 USPAT2 1 ENTERED AT 14:42:29 ON 07 JAN 2 0 04 

CA INDEXING COPYRIGHT (C) 2004 AMERICAN CHEMICAL SOCIETY (ACS) 



FILE 1 VETB ' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2 0 04 THOMSON DERWENT 

FILE 'VETU' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2 004 THOMSON DERWENT 



FILE 'WPIDS' ACCESS NOT AUTHORIZED 



FILE 'WPINDEX' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2 0 04 THOMSON DERWENT 

FILE ' CBNB ' ENTERED AT 14:42:29 ON 07 JAN 2004 

COPYRIGHT (c) 2004 ELSEVIER ENGINEERING INFORMATION , INC. 

FILE ' CHEMLIST ' ENTERED AT 14:42:29 ON 07 JAN 2004 

USE IS SUBJECT TO THE TERMS OF YOUR STN CUSTOMER AGREEMENT. 

PLEASE SEE "HELP USAGETERMS" FOR DETAILS. 

COPYRIGHT (C) 2004 American Chemical Society (ACS) 

FILE ' CSNB* ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (c) 2004 THE ROYAL SOCIETY OF CHEMISTRY (RSC) 



FILE 'ENERGY' ENTERED AT 14:42:29 ON 07 JAN 2004 

COPYRIGHT (c) 2004 USDOE for the IEA-Energy Technology Data Exchange (ETDE) 



FILE ' HSDB ' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 NATIONAL LIBRARY OF MEDICINE 



FILE ' INIS' ACCESS NOT AUTHORIZED 



FILE ' IPA' ENTERED AT 14:42:29 ON 07 JAN 2004 

COPYRIGHT (C) 2 0 04 American Society of Hospital Pharmacists (ASHP) 



FILE 'MSDS-CCOHS' ENTERED AT 14:42:29 ON 07 JAN 2004 

Copyright Notice: Permission to copy is not required for this file 

FILE 'MSDS-OHS' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2 0 04 MDL INFORMATION SYSTEMS (MDL) 



FILE 'NAPRALERT' ENTERED AT 14:42:29 ON 07 JAN 2004 

COPYRIGHT (C) 2 0 04 Board of Trustees of the University of Illinois, 

University of Illinois at Chicago. 

FILE ' NLDB ' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 Gale Group. All rights reserved. 

FILE 'POLLUAB' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 Cambridge Scientific Abstracts (CSA) 



FILE ' RTECS ' ENTERED AT 14:42:29 ON 07 JAN 2004 

COPYRIGHT (C) 2004 U.S. Secretary of Commerce on Behalf of the U.S. Government (DOC) 

FILE ' 1MOBILITY ' ENTERED AT 14:42:29 ON 07 JAN 2 0 04 
COPYRIGHT (C) 2 0 04 Society of Automotive Engineers, Inc. 



FILE 1 COMPENDEX ' ENTERED AT 14:42:29 ON 07 JAN 2004 
Compendex Compilation and Indexing (C) 2004 

Elsevier Engineering Information Inc (EEI) . All rights reserved. 

Compendex (R) is a registered Trademark of Elsevier Engineering Information Inc. 

FILE 'COMPUAB' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 Cambridge Scientific Abstracts (CSA) 

FILE 'CONF 1 ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (c) 2004 FIZ Karlsruhe 

FILE 1 ELCOM ' ENTERED AT 14:42:29 ON 07 JAN 2 004 
COPYRIGHT (C) 2004 Cambridge Scientific Abstracts (CSA) 



FILE ' IMSDRUGCONF 1 ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 IMSWORLD Publications Ltd. 

FILE ' PAPERCHEM2 ' ENTERED AT 14:42:29 ON 07 JAN 2004 

Paperchem2 compilation and indexing (C) 2004 

Elsevier Engineering Information Inc. All rights reserved. 

FILE 1 SOLIDSTATE ' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 Cambridge Scientific Abstracts (CSA) 



FILE 'BABS' ENTERED AT 14:42:29 ON 07 JAN 2004 

COPYRIGHT (c) 2004 Beilstein- Institut zur Foerderung der Chemischen Wissenschaf ten 
licensed to Beilstein GmbH and MDL Information Systems GmbH 

FILE ' DIOGENES 1 ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 FOI Services, Inc. (FOI) 

FILE ' INVESTEXT ' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2 0 04 Thomson Financial Services, Inc. (TFS) 

FILE 'USAN' ENTERED AT 14:42:29 ON 07 JAN 2004 

COPYRIGHT (C) 2 0 04 U.S. Pharmacopeial Convention, Inc. (USPC) 

FILE ' DKF 1 ENTERED AT 14:42:29 ON 07 JAN 2 004 

COPYRIGHT (C) 2004 Dokumentation Kraf tf ahrwesen e.V., Germany 
FILE 'FORIS' ENTERED AT 14:42:29 ON 07 JAN 2004 

COPYRIGHT (C) 2004 Inf ormationszentrum Sozialwissenschaf ten, Bonn (IZS) 

FILE 1 FORKAT ' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 Bundesministerium fuer Bildung, 
Wissenschaf t, Forschung und Technologie (bmb+f) 

FILE 'RUSSCI' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2 004 Andrigal Ltd. 

FILE ■ SOLIS 1 ENTERED AT 14:42:29 ON 07 JAN 2004 

COPYRIGHT (C) 2004 Inf ormationszentrum Sozialwissenschaf ten, Bonn (IZS) 

FILE ' UFORDAT ' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 Umweltbundesamt , D-14191 Berlin (UBA) 

FILE * AQUIRE 1 ENTERED AT 14:42:29 ON 07 JAN 2004 

COPYRIGHT (C) 2004 US Environmental Protection Agency (EPA) 



FILE 1 ULIDAT ' ENTERED AT 14:42:29 ON 07 JAN 2004 
COPYRIGHT (C) 2004 Umweltbundesamt, D-14191 Berlin (UBA) 



=> s (purified enzyme) 

3 0 FILES SEARCHED... 

64 FILES SEARCHED... 
LI 79286 (PURIFIED ENZYME) 

=> s 11 and (enzyme activator) and (enzyme inhibitor) 

17 FILES SEARCHED. . . 

34 FILES SEARCHED. . . 

57 FILES SEARCHED... 

87 FILES SEARCHED. . . 
L2 34 LI AND (ENZYME ACTIVATOR) AND (ENZYME INHIBITOR) 

=> duplicate 

ENTER REMOVE, IDENTIFY, ONLY, OR (?) : remove 
ENTER L# LIST OR (END) : 12 

DUPLICATE IS NOT AVAILABLE IN ' ADIS INSIGHT, ADISNEWS, BIOCOMMERCE, DGENE, 
DRUGMONOG2, IMSRESEARCH, FEDRIP, FOREGE, GENBANK, IMSPRODUCT, KOSMET, 
MEDICONF, NUTRACEUT, PCTGEN, PHAR, PHARMAML, RDISCLOSURE, SYNTHLINE, CHEMLIST, 
HSDB, MSDS-CCOHS, MSDS-OHS, RTECS , CONF, IMSDRUGCONF, DIOGENES , INVESTEXT, 
USAN, FORIS, FORKAT, UFORDAT, AQUIRE * . 
ANSWERS FROM THESE FILES WILL BE CONSIDERED UNIQUE 

DUPLICATE PREFERENCE IS 'AGRICOLA, BIOSIS, BIOTECHNO, CABA, JICST-EPLUS, MEDLINE, 

PROMT, TOXCENTER, US PAT FULL , WPINDEX ' 

KEEP DUPLICATES FROM MORE THAN ONE FILE? Y/ (N) :n 

PROCESSING COMPLETED FOR L2 

L3 31 DUPLICATE REMOVE L2 (3 DUPLICATES REMOVED) 

= > s 13 NOT (genbank or genebank) 

24 FILES SEARCHED... 

36 FILES SEARCHED... 

59 FILES SEARCHED... 

91 FILES SEARCHED. . . 
L4 3 0 L3 NOT (GENBANK OR GENEBANK) 

=> d 14 1-30 bib ab 

L4 ANSWER 1 OF 30 AGRICOLA Compiled and distributed by the National 

Agricultural Library of the Department of Agriculture of the United States 
of America. It contains copyrighted materials. All rights reserved. 
(2004) on STN 

AN 1998 : 77449 AGRICOLA 

DN IND21644440 

TI Purification of a novel type of SDS-dependent protease in maize using a 
monoclonal antibody. 

AU Yamada, T.; Ohta, H.; Masuda, T . ; Ikeda, M. ; Tomita, N. ; Ozawa, A.; Shioi, 

Y.; Takamiya, K. 
CS Tokyo Institute of Technology, Yokohama, Japan. 
AV DNAL (450 P699) 

SO Plant and cell physiology, Jan 1998. Vol. 39, No. 1. p. 106-114 

Publisher: Kyoto, Japan : Japanese Society of Plant Physiologists. 
CODEN: PCPHA5; ISSN: 0032-0781 

NTE Includes references 

CY Japan 

DT Article 

FS Non-U. S. Imprint other than FAO 
LA English 

AB A protease which was activated by SDS was purified to homogeneity from 
maize leaves. On the basis of its proteolytic activity towards 
ribulose-1, 5-bisphosphate carboxylase/oxygenase (Rubisco) or a synthesized 
peptide, the purification was carried out using immunoaf f inity 
chromatography with a monoclonal antibody raised against a partially 
purified enzyme by native gradient PAGE. The purified 

protease showed three bands at 40, 15, and 13 kDa on SDS -PAGE, indicating 



that it was composed of heterogeneous subunits. The protease was 
specifically activated by SDS (optimum = 0.4% for Rubisco proteolysis), 
but not by poly-L-lysine, fatty acids, or ATP. The protease had a pH 
optimum around 4.9. beta-Mercaptoethanol stimulated the activity only in 
the presence of SDS. The proteolytic activity was sensitive to E-64 and 
leupeptin but was resistant to EDTA, suggesting that the enzyme was an 
SH-protease. Thus, this enzyme is a novel type of SDS -dependent protease 
which differs from proteasome, matrix metalloproteinase, and other 
proteases reported in many organisms. 

L4 ANSWER 2 OF 30 AGRICOLA Compiled and distributed by the National 

Agricultural Library of the Department of Agriculture of the United States 
of America. It contains copyrighted materials. All rights reserved. 
(2 004) on STN 

AN 1998:28102 AGRICOLA 

DN IND20701807 

TI Physical and kinetic evidence for an association between sucrose-phosphate 

synthase and sucrose -phosphate phosphatase. 
AU Echeverria, E . ; Salvucci, M.E.; Gonzalez, P.; Paris, G.; Salerno, G . 
SO Plant physiology, Sept 1997. Vol. 115, No. 1. p. 223-227 

Publisher: Rockville, MD : American Society of Plant Physiologists, 1926- 

CODEN: PLPHAY; ISSN: 0032-0889 
NTE Includes references 
CY Maryland; United States 
DT Article; Conference 

FS U.S. Imprints not USDA, Experiment or Extension 
LA English 

AB The possible formation of a multienzyme complex between sucrose 

(Sue) -phosphate synthase (SPS) and Suc-phosphate phosphatase (SPP) was 
examined by measuring the rates of Sue -6 -phosphate (Suc-6-P) synthesis and 
hydrolysis in mixing experiments with partially purified 
enzymes from spinach (Spinacia oleracea) and rice (Oryza sativa) 
leaves. The addition of SPP to SPS stimulated the rate of Suc-6-P 
synthesis. SPS inhibited the hydrolysis of exogenous Suc-6-P by SPP when 
added in the absence of its substrate (i.e. UDP-glucose) but stimulated 
SPP activity when the SPS substrates were present and used to generate 
Suc-6-P directly in the reaction. Results from isotope-dilution 
experiments suggest that Suc-6-P was channeled between SPS and SPP. A 
portion of the SPS activity comigrated with SPP during native 
polyacrylamide gel electrophoresis, providing physical evidence for an 
enzyme-enzyme interaction. Taken together, these results strongly suggest 
that SPS and SPP associate to form a multienzyme complex. 

L4 ANSWER 3 OF 3 0 AGRICOLA Compiled and distributed by the National 

Agricultural Library of the Department of Agriculture of the United States 
of America. It contains copyrighted materials. All rights reserved. 
(2004) on STN 

AN 1998:5046 AGRICOLA 

DN IND20610087 

TI Tonoplast ATPase from peanut seedlings. 

AU Sen, S.; Sharma, V. 

CS University of Roorkee, India. 

SO Phytochemistry, June 1994. Vol. 36, No. 3. p. 569-572 

Publisher: Oxford : Elsevier Science Ltd. 

CODEN: PYTCAS; ISSN: 0031-9422 
NTE Includes references 
CY England; United Kingdom 
DT Article 

FS Non-U. S. Imprint other than FAO 
LA English 

AB Partially purified tonoplast ATPase from seven-day-old peanut seedlings 
shows a Km and Vmax value of 0.15 mM and 0.86 nkat Pi mg-1 protein, 
respectively. The enzyme is stimulated by Cl- and monovalent cations and 
inhibited by N03(-). The enzyme is most effective with Mg2 (+) ATP as the 



substrate. The purified enzyme is highly unstable and 

requires phospholipids for activity. SDS-PAGE analysis of tonoplast ATPase 
shows it to be a multimeric structure of Mr 400000-600000 with Mr 69000, 
55000 and 20000 major polypeptides. A polypeptide of 37000 is also present 
in minor amounts. 

L4 ANSWER 4 OF 3 0 AGRICOLA Compiled and distributed by the National 

Agricultural Library of the Department of Agriculture of the United States 
of America. It contains copyrighted materials. All rights reserved. 
(2004) on STN 

AN 92:41715 AGRICOLA 

DN IND92018783 

TI A comparison of the allosteric properties of 6 -phosophof ructo-l-kinase 
from the flight muscle, leg muscle, mid-gut and hind-gut of the 
grasshopper, Poekilocerus buf onius . 

AU Kho j a , S . M . 

AV DNAL (QP501.C6) 

SO Comparative biochemistry and physiology : B : Comparative biochemistry, 

1991. Vol. 99, No. 4. p. 833-837 

Publisher: Oxford : Pergamon Press. 

CODEN: CBPBB5; ISSN: 0305-0491 
NTE Includes references. 
DT Article 

FS Non-U. S. Imprint other than FAO 
LA English 

AB Allosteric properties of 6-phosphof ructo-l-kinase (PFK) from the 

grasshopper, P. buf onius, were compared among the night muscle, leg 
muscle, mid-gut and hind-gut after being partially purified with Sephadex 
G-100. The partially purified enzyme from the four 

tissues displayed cooperativity with respect to fructose 6 -phosphate at pH 
7.0, and was markedly inhibited by high concentrations of ATP. The 
activities of PFK were readily inhibited by phosphoarginine, glucose 
1, 6-bisphosphate and phosphoenol pyruvate, but were only slightly 
inhibited by citrate. The enzyme activities were stimulated by fructose 
2, 6-bisphosphate (Fru-2 , 6-P2 ) , AMP, ADP and Pi with Fru-2,6-P2 being the 
most potent stimulator. The present results suggest that PFK prepared from 
the different tissues of the grasshopper, P. buf onius, is highly regulated 
with positive and negative effectors which allow the glycolytic flux to 
meet the energy demands either for jumping or flying. 

L4 ANSWER 5 OF 30 BIOSIS COPYRIGHT 2004 BIOLOGICAL ABSTRACTS INC. on STN 
AN 2004:1059 BIOSIS 
DN PREV2 004 00003 13 0 

TI Purification and characterization of a fibrinolytic enzyme produced from 

Bacillus amyloliquefaciens K42 isolated from Korean soy sauce. 
AU Yun, Gyung-Hyun; Lee, Eun-Tag; Kim, Sang-Dal [Reprint Author] 
CS Department of Applied Microbiology, Yeungnam University, Kyongsan, 
712-749, South Korea 
sdkim@yurnail . ac . kr 

SO Korean Journal of Microbiology and Biotechnology, (September 2003) Vol. 

31, No. 3, pp. 2 84-2 91. print. 

ISSN: 1598-642X (ISSN print) . 
DT Article 
LA Korean 

ED Entered STN: 17 Dec 2 0 03 

Last Updated on STN: 17 Dec 2003 

AB Bacillus amyloliquefaciens K-42, which produces strongly a fibrinolytic 
enzyme, was isolated from Ganjang, a traditional Korean soy sauce. The 
fibrinolytic enzyme was purified to homogeneity by ammonium sulfate 
fractionation, ion-exchange chromatography on DEAE-Sephadex A-50, gel 
chromatography on Sephadex G-100, and gel chromatography on Sephadex G-75 
of the culture filtrate of Bacillus amyloliquefaciens K42 . The 
purified enzyme showed the specific activity of 59.4 

units per milligram, which was increased by 17.1 fold over the culture 



broth. And the molecular weight of purified fibrinolytic enzyme was 
confirmed to be about 45,000 Dalton by sodium dodecyl sulfate 
polyacrylamide gel electrophoresis. The enzyme activity was relatively 
stable at pH 4.0-10.0 and the optimum pH was 8.0. The activity of the 
purified enzyme was increased by Mg2 + , Cu2+ but the 

enzyme was totally inhibited by Ba2+, Hg2+. In addition, the enzyme 
activity was potently inhibited by EDTA, EGTA and CDTA. It was concluded 
that the purified enzyme was a metalloprotease . And 
Km value was 2.03 mg/ml to fibrin. 
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TI Purification and characterisation of a glutaminase from Debaryomyces spp. 

AU Dura, M. A.; Flores, M. ; Toldra, F. [Reprint author] 

CS Instituto de Agroquimica y Tecnologia de Alimentos, CSIC, Burjassot, 
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AB A glutaminase was purified from the cell-free extract of Debaryomyces spp. 

CECT 11815 by protamine sulphate treatment and several chromatographic 

procedures including anion exchange chromatography and gel filtration. 

The purified enzyme consisted of two subunits, with 

molecular masses of 65 and 50 kDa, respectively. Activity was optimal at 
40 degreeC and pH 8.5, and the Km value for L-glutamine was 4.5 mM. The 
glutaminase exhibited activity against L-gamma-Glu-methyl ester, 
L-gamma-Glu-hydrazide, and L-albiziin, while L-asparagine, CBZ-L-Gln, 
CBZ-L-Gln-Gly, glutathione, L-gamma-Glu-pNA and L -gamma -Glu-AMC were not 
hydrolysed. The enzyme was not affected by PMSF, DTT and EDTA. However, 
the enzyme was inhibited by sulfhydryl group reagents, DON, L-albizziin, 
L-asparagine and high concentrations of L-glutamine and ammonium, while 
L-aspartate did not affect the activity. Phosphate and acetate did not 
produce any significant effect on the glutaminase activity, but it was 
slightly stimulated by lactate and borate. 
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TI Purification and characterization of a fibrinolytic enzyme from Bacillus 

sp. KDO-13 isolated from soybean paste. 
AU Lee, Si-Kyung; Bae, Dong-Ho [Reprint author] ; Kwon, Tae-Jong; Lee, 
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CS Department of Applied Biology and Chemistry, Konkuk University, Seoul, 

143-701, South Korea 
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AB A microorganism producing fibrinolytic enzyme was isolated from Korean 
traditional soybean paste and identified as Bacillus sp. KDO-13. The 
fibrinolytic enzyme was purified to homogeneity by ammonium sulfate 
fractionation, ion-exchange chromatography on DEAE-celluose, and gel 
chromatography on Sephadex G-100 of the culture supernatant of Bacillus 
sp. KDO-13. The molecular weight of the purified 



enzyme was estimated to be 44,000 by SDS-PAGE. The optimum pH and 
temperature for the enzyme activity were pH 8 . 0 and SOdegreeC, 
respectively. The enzyme activity was relatively stable at pH 7.0-9.0 and 
temperature below SOdegreeC. The activity of the enzyme was inhibited by 
A13+ and Hg2 + , but activated by Co2 + and Ni2 + . In addition, the enzyme 
activity was potently inhibited by EDTA and o-phenanthroline . The 
purified enzyme could completely hydrolyze a fibrin 
substrate within 6 h in vitro, and had a low Km value for fibrin 
hydrolysis. It was concluded that the purified enzyme 

was a metalloprotease with relatively high specificity for fibrinolysis, 
and thus, could be applied as an effective thrombolytic agent. 
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TI BLOCKADE BY N METHYL HYDROXYLAMINE OF ACTIVATION OF GUANYLATE CYCLASE 

EC-4.6.1.2 AND ELEVATIONS OF CYCLIC GMP LEVELS IN NERVOUS TISSUES. 
AU DEGUCHI T [Reprint author] ; SAITO M; KONO M 
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AB Hydroxylamine and N - me thylhydroxyl amine prevented the activation of 

soluble guanylate cyclase (EC 4.6.12.) by the endogenous activator as well 
as by nitroso compounds such as N-methyl-N' -nitro-N-nitrosoguanidine or 
nitroprusside, while other derivatives of hydroxylamine were ineffective. 
Hydroxylamine and N- me thylhydroxyl amine did not alter the basal guanylate 
cyclase activity of purified enzyme preparations. 

Kinetics analysis indicated that N- me thylhydroxyl amine competed with 
N-methyl-N 1 -nitro-N-nitrosoguanidine for guanylate cyclase. The 
activation of guanylate cyclase by N-methyl-N' -nitro-N-nitrosoguanidine 
and its inhibition by N- me thylhydroxyl amine were reversible reactions. 
These effects of N-methyl-N * -nitro-N-nitrosoguanidine and 

N-methylhydroxylamine were observed with guanylate cyclase from rat brain, 
liver and lung. N- Me thylhydroxyl amine prevented the increase of 
cyclic [c] GMP levels in cerebellar slices of guinea pig by 

N-methyl-N' -nitro-N-nitrosoguanidine, veratridine and adenosine, while the 
elevations of AMP by these agents were not affected. N-methyl- 
hydroxylamine also blocked the increases of cGMP levels by carbachol, 
prostaglandin El and N-methyl-N' -nitro-N-nitrosoguanidine in mouse 
neuroblastoma N1E 115 cells. N-methylhydroxylamine prevented the 
activation of guanylate cyclase and the increased synthesis of cGMP in 
response to transmitters without blocking the synthesis of cGMP via basal 
enzyme activity. 
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TI Overexpression in Escherichia coli and characterization of the 

chloroplast f ructose-1, 6-bisphosphatase from wheat 
AU Tang G.-L.; Wang Y.-F./ Bao J.-S.; Chen H.-B. 
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AB An important Calvin cycle enzyme, chloroplast f ructose-1, 6-bisphosphatase 



(FBPase) from wheat, has been cloned and expressed up to 15% of the total 
cell protein using a pPLc expression vector in Escherichia coli by 
replacing the codons in the 5' -terminal encoding sequence with optimal 
and A/T-rich ones. The overexpressed wheat FBPase is soluble, fully 
active, and heat stable. It can be purified by chromatography in turn on 
DEAE-Sepharose and Sephacryl S-200, and around 15 mg of purified 
enzymes (>95%) is obtained from 1 liter of cultured bacteria. Its 
special activity is8.8 u/mg, K(cat) is 22.9/S, K(m) is 121 .mu.M, and 
V(max) is 12 8 .mu.mol/min .midldot. mg. The recombinant FBPase can be 
activated by DTT, Na.sup.+, or low concentrations of Li.sup.+, 
Ca.sup.2 .sup.+, Zn.sup.2 .sup.+, GuHCl, and urea, while it can be 
inhibited by K.sup.+ or NH . sub . 4 / . sup . + . (C) 2000 Academic Press. 
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TI Purification and some properties of exo-1, 4- [beta] -glucanase from 

Chaetomium olivaceum 
AU El-Gindy, A. A.; Saad, R. R. ; Fawzi, E. 
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AB Exo-1, 4- [beta] -glucanase (E.C. 3.2.1.91 [cellulose 1,4- [beta] - 

cellobiosidase] ) was successively purified by precipitation with acetone, 
followed by gel filtration on Sephadex G-100 and chromatographed onto 
DEAE-cellulose. A typical procedure provided 47.14 fold purification with 
72.8% yield. The molecular mass of the purified enzyme 

was found to be 88 kDa by SDS-PAGE. The pH optimum of the enzyme was 5.2 
and maximum activity was obtained at 45[deg]C. Km value against 
[alpha] -cellulose was 0.65 mg ml-1. [alpha] -cellulose and filter paper 
were the best substrates for enzyme activity. Enzyme was activated by Mn2+ 
and Fe3 + , inactivated by Cu2+ and completely inhibited by Hg2+ and Ag+. 
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TI Plant C-N hydrolases and the identification of a plant 

N-carbamoylputrescine amidohydrolase involved in polyamine biosynthesis 
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AB A nitrilase-like protein from Arabidopsis thaliana (NLP1) was expressed in 
Escherichia coli as a His6-tagged protein and purified to apparent 
homogeneity by Ni2+-chelate affinity chromatography. The purified 
enzyme showed N-carbamoylputrescine amidohydrolase activity, an 
enzyme involved in the biosynthesis of polyamines in plants and bacteria. 
N-carbamoylputrescine amidohydrolase activity was confirmed by the 
identification of two of the three occurring products, namely putrescine 



and ammonia. In contrast, no enzyme activity could be detected ^ when 
applying various compounds, including nitriles, amines, and amides as well 
as other N-carbamoyl compounds, indicating the specificity of the enzyme 
for N-carbamoylputrescine . Like the homologous [beta] -alanine synthases, 
NLP1 showed positive cooperativity toward its substrate. The native enzyme 
had a molecular mass of 279 kDa, as shown by blue-native polyacrylamide 
gel electrophoresis, indicating a complex of eight monomers. The 
expression of the NLP1 gene was found in all organs investigated, but it^ 
was not induced upon osmotic stress, which is known to induce biosynthesis 
of putrescine. This is the first report of cloning and expression of a 
plant N-carbamoylputrescine amidohydrolase and the first time that 
N-carbamoylputrescine amidohydrolase activity of a recombinant protein 
could be shown in vitro. NLP1 is one of the two missing links in the 
arginine decarboxylase pathway of putrescine biosynthesis in higher 
plants . 
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TI Purification and characterization of urease isolated from the pathogenic 

fungus Coccidioides immitis 
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AB Coccidioides immitis, the causative agent of San Joaquin Valley fever 
(coccidioidomycosis) , produces a urease which has been suggested to 
contribute to the virulence of this fungal pathogen. Urease catalyses the 
hydrolysis of urea and has been proposed to at least partly account for 
alkalinity of the microenvironment in which C. immitis grows due to the 
release of ammonia and ammonium ions. The C. immitis urease was purified 
to homogeneity (1048 -fold) from the mycelial cytosol by chromatographic 
fractionation. The sequence of 12 N- terminal amino-acid residues of the 
purified, native polypeptide was identical to that predicted by the 
translated urease gene sequence which has been reported. The isolated 
enzyme exhibited a specific activity in the presence of urea of 1750 
[micro] mol min-1 mg-1 protein, has a native molecular mass of 450 kDa, 
revealed a Km for urea of 4.1 mM, had a pH optimum of 8.0 and is heat 
stable. Hydroxyurea, acetohydroxamic acid (AHA) and boric acid each 
inhibited activity of the purified enzyme. Urease 

activity was enhanced by the presence of 5-10 mM concentrations of Mg2+ or 
Mn2 + , but inhibited by Li+, Ni2+, Cu2+ or Zn2+. The reversible urease 
inhibitor, AHA, blocked enzyme activity in the crude mycelial cytosolic 
fraction when added at a concentration of 10 mM. On the other hand, 10 mM 
AHA added to 4 -day-old mycelial cultures only partially decreased the 
amount of ammonium detected in the culture medium. It is evident, 
therefore, that C. immitis urease activity does not account for the total 
amount of ammonia secreted during in vitro growth of the pathogen. Other 
metabolic sources of ammonia, which may also contribute to the virulence 
of C. immitis, are under investigation. 
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TI Isolation and characterization of two phloroglucinol oxidases from cabbage 

(Brassica oleracea L.) 
AU Fujita, S.; Nazamid, S.; Maegawa, M. ; Samura, N. ; Hayashi, N. ; Tono, T. ; 
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AB Two isozymes (F-IB and F-II) of phloroglucinol oxidase (PhO) were purified 

from cabbage. The purified enzymes were found to be in 

a homogeneous state by PAGE and SDS-PAGE. The MW of F-IB and F-II were 
estimated to be 43 000 and 32 000, respectively, by SDS-PAGE. Both 
purified enzymes only oxidized 1, 3 , 5-trihydroxybenzenes , 
such as phloroglucinol and phloroglucinolcarboxylic acid. Both enzymes 
also had strong peroxidase (POD) activity. The pH optima of PhO and POD of 
F-IB were 8.0 and 6.7, respectively, and those of F-II were 7.4 and 6.7, 
respectively. Activities of both F-IB and F-II were stable in the pH range 
6-11 at 5 [deg] C for 20 h, and were markedly inhibited by sodium 
diethyldithiocarbamate and potassium cyanide. MnC12 markedly activated the 
PhO activity of F-IB and F-II, but strongly inhibited their POD activity. 
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TI Study on the purification and biochemical properties of the soyabean 
(Glysine max) urease enzyme 

Soya fasulyesi (Glysine max) ureaznn saflastrlmas ve baz biyokimyasal 
ozelliklerinin incelenmesi 
AU Guler, G. ; Aksoz, E. 
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DT Journal 
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SL English 
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AB The soyabean [Glycine max] urease enzyme was purified 2 8.24 fold compared 
with the crude enzyme, using ammonium sulphate precipitation, dialysis and 
DEAE cellulose ion exchange chromatography methods. K+, Hg2+, Cu2 + , Fe2+, 
Zn2+, Ca2 + , Mg2+ and Li2+ affected enzyme activity. While 2% gum arabic 
protected against inhibition of the enzyme, 10-2 M cysteine caused a high 
level of activation. The activity of the partially purified 
enzyme decreased slightly after storage at 4 [deg] C for a week. 
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AB An .ALPHA. -L-arabinosidase ( .ALPHA. -L-arabinofuranoside 

arabinofuranohydrolase, EC 3 . 2 . 1 . 55) that can degrade both purified water 



soluble polysaccharide from soybean seeds and p-nitrophenyl- .ALPHA. -L- 
arabinofuranoside was purified 453 -fold to near homogeneity from 
cotyledons of 4 -day-old soybean seedlings. The optimum pH and Km against 
p-nitrophenyl- .ALPHA. -L-arabinofuranoside of the purified 
enzyme were 4.8 and 0.53mM, respectively. The enzyme was activated 
by Ca2 + and Zn2 + ions, but Cu2 + , Hg2 + , EDTA, and L-arabonic- . GAMMA. - 
lactone inhibited the enzyme activity. The molecular weight of the enzyme 
subunit was estimated to be 87,000 by SDS-PAGE. (author abst.) 
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AB A microorganism, identified as Oerskovia xanthineolytica, which is capable 
of growing on Saccharomyces cerevisiae mannan as a carbon source has been 
isolated. When grown on yeast mannan, the microorganism secretes an 
.ALPHA. -mannanase into the culture medium. The .ALPHA. -mannanase purified 
by chromatography with phenyl -Sepharose CL-4B, DEAE-Sephacel , and by 
gel-filtration on Sephacryl S-300 gave a single band on nondenaturing 
polyacrylamide gel electrophoresis and a single precipitation line with 
antibodies raised against the purified enzyme. The 

purified .ALPHA. -mannanase could be dissociated into several polypeptides 
depending on the denaturation conditions of protein. The molecular weight 
of the enzyme was estimated as over 1,500,000 and the sedimentation 
coefficient (s20,w) was 16.4s. The enzyme showed optimal activity at pH 
between 7.0 to 8.0 and optimum temperature at 50.DEG.C. The enzyme seemed 
to be Ca2 + -dependent . The enzyme was activated by cysteine and sulfhydryl 
reagents. The enzyme was strongly inactivated by Zn2 + , Fe2 + , and Cu2+, and 
completely inhibited by Ni2 + , Hg2+, iodoacetic acid, EDTA, and 
cetyltrimetyl ammonium bromide. The purified enzyme 
hydrolyzed p-nitrophenyl .ALPHA. -mannopyranoside, .ALPHA. -1,2- 
mannopyranosyl-D-mannopyranose, and . ALPHA. -1,3 -mannopyranosyl-D- 
mannopyranose. The enzyme could also completely disintegrate the antigenic 
activities of yeast mannan prepared from S. cerevisiae. (author abst.) 
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TI Preparation and some properties of a novel maltopentaose- forming enzyme of 

a Pseudomonas species. 
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AB A novel enzyme, of a Pseudomonas species, was purified by ammonium suitate 
fractionation and column chromatographies on DEAE-Toyopearl 650M and 
Toyopearl HW-55S. The activity recovery was 87% at the ammonium sulfate 
fractionation step and 44% at the final step of the purification, 
respectively. The purified enzyme was homogeneous 



electrophoretically and its molecular weight was 72,000. The optimum pH 
and temperature were 6.5 and 55.DEG.C, respectively. The enzyme was 
stable up to 45.DEG.C. in the pH range of 6.5 to 9.0 for Ihr, and 
thermostable in the presence of 2mM CaC12 up to 50.DEG.C. The isoelectric 
point of the enzyme was 6.5. The enzyme activity was inhibited by metal 
ions such as Zn2 + , Cu2 + , Ag+ and Hg2+, and enhanced by Rb+, Mg2+,Co2+ and 
Ca2+. The enzyme specifically produced maltopentaose from starch in the 
initial stage of the reaction, finally producing maltose and maltotriose. 
The enzyme did not act on glucose, maltose or maltotriose, and 
maltohexaose was considerably resistant to the enzyme's action. In the 
initial stage of hydrolysis, G2 and G5 were formed from G7, and thus G3+G5 
from G8, G4+G5 from G9, G5+G5 from G10, and G6+G5 from Gil. Through the 
next action, G4 and G5 were degraded to G2+G2 and G2+G3, respectively. The 
enzyme action proceeds over the branching points of amylopectin to produce 
large amounts of G2 and G3, and a residual amount of oligosacchf riden 
having lenn than 10 glucose units in the final stage of the reaction, 
(author adst . ) 
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TI Purification and properties of two .BETA. -glucosidases from Penicillium 
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AB Two .BETA. -glucosidases, Gl and G2 , were purified from the culture 
supernatant of Penicillium herquei Banier and Sartory. Both the 
purified enzymes were homogeneous on polyacrylamide disc 

gel electrophoresis. The molecular weights of Gl and G2 were estimated to 
be 125,000 and 122,000, respectively! by sodium dodecyl 

sulfate-polyacrylamide slab gel electrophoresis. Gl and G2 contained 12.7% 
and 16.1% carbohydrate as glucose, and had isoelectric points of 5.02 and 
5.24, respectively. Both enzymes had optimum pHs of 4.0-4.5 and optimum 
temperatures at 60.DEG.C, but pH- and thermo- stabilities of Gl were higher 
than those of G2 . Both enzymes were active not only on p-nitrophenyl 
.BETA. -D-glucopyranoside, salicin, and the . BETA. -glucobioses tested but 
also on laminarin. CM-Cellulose was a very poor substrate for both 
enzymes. The activities of Gl toward the substrates except for laminarin 
and CM-cellulose were apparently higher than those of G2 . Both enzymes 
acted on cellobiose to produce a transfer product, (author abst.) 
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AB A predominant, heat -activated proteinase in muscle extract of arrowtooth 

flounder (Atheresthes stomias) was purified to 55 -fold by heat treatment, 

followed by a series of chromatographic separations. The apparent 

molecular mass of the purified enzyme was 27 kDa by 

size exclusion chromatography and sodium dodecyl sulf ate-polyacrylamide 
gel electrophoresis. The proteinase had high affinity and activity toward 
Z-Phe-Arg-NMec with K(m) and k(cat) values of 8.2 microM and 12.2/s, 
respectively. Activity was inhibited by sulfhydryl reagents and activated 
by reducing agents. The purified proteinase displayed optimal activity at 
pH 5.0-5.5 and 60 degrees C, respectively. Consistent with the properties 
of proteases from other species, the heat-activated proteinase in 
arrowtooth flounder can be identified as cathepsin L. 
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AB YC-1 is a direct activator of soluble guanylyl cyclase (sGC) and 

sensitizes the enzyme for activation by nitric oxide (NO) and CO. Because 
the potentiating effect of YC-1 on NO- induced cGMP formation in platelets 
and smooth muscle cells has been shown to be substantially higher than 
observed with the purified enzyme, the synergism 

between heme ligands and YC-1 is apparently more pronounced in intact 
cells than in cell-free systems. Here, we investigated the mechanisms 
underlying the synergistic activation of sGC by YC-1 and NO in endothelial 
cells. Stimulation of the cells with YC-1 enhanced cGMP accumulation up 
to approximately 100-fold. The maximal effect of YC-1 was more pronounced 
than that of the NO donor DEA/NO (approximately 20-fold increase in cGMP 
accumulation) and markedly diminished in the presence of 
L-N(G) -nitroarginine, EGTA, or oxyhemoglobin. Because YC-1 did not 
activate endothelial NO synthase, the pronounced effect of YC-1 on cGMP 
accumulation was apparently caused by a synergistic activation of sGC by 
YC-1 and basal NO. The effect of YC-1 was further enhanced by addition of 
DEA/NO, resulting in a approximately 160 -fold stimulation of cGMP 
accumulation. Thus, YC-1 increased the NO- induced accumulation of cGMP in 
intact cells by approximately 8 -fold. Addition of endothelial cell 
homogenate increased the stimulatory effect of YC-1 on NO-activated 
purified sGC from 1.2- to 3. 7 -fold. This effect was not observed with 
heat -denatured homogenates, suggesting that a heat-labile factor present 
in endothelial cells potentiates the effect of YC-1 on NO-activated sGC. 
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INDEXING IS AVAILABLE FOR THIS PATENT. 

The invention belongs to the field of biotechnology. It concerns a 
biocatalyst, i.e. a dead or living microorganism or a polypeptide, 
preferably in isolated form, which exhibits acylase enzymatic activity 
without lipase- or esterase-activity . The biocatalyst is capable of 
stereoselectively hydrolysing a racemic acylamide which has an aliphatic 
acyl residue and which is not a derivative of a natural amino acid. 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB An assay compound or a salt thereof for assaying the activity of an 

enzyme inside a metabolically active whole cell is disclosed. The assay 
compound includes a leaving group and an indicator group. The ^ leaving 
group is selected from the group comprising amino acids, peptides, 
saccharides, sulfates, phosphates, esters, phosphate esters, 
nucleotides, polynucleotides, nucleic acids, pyrimidines , purines, 
nucleosides, lipids and mixtures thereof. The indicator group is 
selected from compounds which have a first state when joined to the 
leaving group, and a second state when the leaving group is cleaved from 
the indicator group by the enzyme. Preferably, the indicator compounds 
are rhodamine 110, rhodol, and fluorescein and analogs of these 
compounds. A method of synthesizing the compound as well as methods of 
using these compounds to measure enzyme activity are also disclosed. 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB An assay compound or a salt thereof for assaying the activity of an 

enzyme inside a metabolically active whole cell is disclosed. The assay 
compound includes a leaving group and an indicator group. The leaving 
group is selected from the group comprising amino acids, peptides, 
saccharides, sulfates, phosphates, esters, phosphate esters, 
nucleotides, polynucleotides, nucleic acids, pyrimidines, purines, 
nucleosides, lipids and mixtures thereof. The indicator group is 
selected from compounds which have a first state when joined to the 
leaving group, and a second state when the leaving group is cleaved from 
the indicator group by the enzyme. Preferably, the indicator compounds 
are rhodamine 110, rhodol, and fluorescein and analogs of these 
compounds. A method of synthesizing the compound as well as methods of 
using these compounds to measure enzyme activity are also disclosed. 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB An assay compound or a salt thereof for assaying the activity of an 

enzyme inside a metabolically active whole cell is disclosed. The assay 
compound includes a leaving group and an indicator group. The ^ leaving 
group is selected from the group comprising amino acids, peptides, 
saccharides, sulfates, phosphates, esters, phosphate esters, 
nucleotides, polynucleotides, nucleic acids, pyrimidines, purines, 
nucleosides, lipids and mixtures thereof. The indicator group is 
selected from compounds which have a first state when joined to the 
leaving group, and a second state when the leaving group is cleaved from 
the indicator group by the enzyme. Preferably, the indicator compounds 
are rhodamine 110, rhodol, and fluorescein and analogs of these 
compounds. A method of synthesizing the compound as well as methods of 
using these compounds to measure enzyme activity are also disclosed. 
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TI Method of making an assay compound 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB An assay compound or a salt thereof for assaying the activity of an 

enzyme inside a metabolically active whole cell is disclosed. The assay 
compound includes a leaving group and an indicator group. The ^ leaving 
group is selected from the group comprising amino acids, peptides, 
saccharides, sulfates, phosphates, esters, phosphate esters, 
nucleotides, polynucleotides, nucleic acids, pyrimidines, purines, 
nucleosides, lipids and mixtures thereof. The indicator group is 
selected from compounds which have a first state when joined to the 
leaving group, and a second state when the leaving group is cleaved from 
the indicator group by the enzyme. Preferably, the indicator compounds 
are rhodamine 110, rhodol, and fluorescein and analogs of these 
compounds. A method of synthesizing the compound as well as methods of 
using these compounds to measure enzyme activity are also disclosed. 
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cells 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB A method for assaying the activity of an enzyme inside a metabolically 
active whole cell is disclosed. The assay compound includes a leaving 
group and an indicator group. The leaving group is selected from the 
group comprising amino acids, peptides, saccharides, sulfates, ^ 
phosphates, esters, phosphate esters, nucleotides, polynucleotides, 
nucleic acids, pyrimidines, purines, nucleosides, lipids and mixtures 
thereof. The indicator group is selected from compounds which have a 
first state when joined to the leaving group, and a second state when 
the leaving group is cleaved from the indicator group by the enzyme. 
Preferably, the indicator compounds are rhodamine 110, rhodol, and 
fluorescein and analogs of these compounds. A method of synthesizing the 
compound is also disclosed. 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB This invention relates to three enzymes, their isolation from the 
viscera of bivalves, e.g. the surf clam or cherrystone clam, their 
characterization and uses. The first two are carboxyl proteinases having 
molecular weights of about 77,200 and about 36,700 and display activity 
similar to mammalian D-cathepins. The third is a thiol proteinase having 
a molecular weight of about 17,400 and displays activity similar to 
mammalian B-cathepins. In addition to attaching various substrates, the 
enzymes coagulate cheese milk and tenderize meat. 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB A method for detecting and measuring the activity of enzymes capable of 

digesting fibrinogen or fibrin and for detecting and measuring the 
activity of enzyme activators and enzyme 



inhibitors of said enzymes, by incubating an unknown enzyme 
sample in a humid labelled fibrinogen or labelled fibrin coated test 
apparatus, isolating the labelled degradation products of fibrinogen or 
fibrin released by the unknown enzyme sample and measuring the labelled 
degradation products of fibrinogen released by the unknown sample. 
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TI Reporter system for detecting analyte in liquid, comprises solid supports 
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molecules, enzyme activator-containing affinity 
liposomes, and substrates. 
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NOVELTY - A reporter system (I) for detecting an analyte (A) present in a 
liquid, comprises a solid support (1) containing immobilized capture 
molecules (2) , and a solid support containing immobilized inactive enzyme 
molecules, enzyme activator-containing affinity 
liposomes, and substrates for detection procedures. 

DETAILED DESCRIPTION - A reporter system (I) for detecting (A) 
present in a liquid, comprises the following components: 

(i) capture molecules (C) immobilized on a solid support (SS) and 
capable of specifically binding (A) ; 

(ii) enzyme-activator containing affinity 
components, chosen from: 

(i) affinity liposomes (II) containing encapsulated enzyme 
activator and comprising a surface-attached affinity component 
capable of specifically binding to (A) and/or the (C) in a condition, 
where (A) and (C) are bound to each other, but not to free (C) / 

(ii) polymeric carrier molecules containing a covalently linked 
affinity component capable of specifically binding to (A) and/or (C) in a 
condition where (A) and (C) are bound to each other, but not to free (C) , 
and two covalently linked affinity components capable of specifically 
binding to affinity liposomes, plus affinity liposomes (III) which contain 
encapsulated enzyme activator and comprising a 

surface-attached affinity component capable of specifically binding to the 
polymeric carrier molecules; 

(iii) complexes of (II) ; or 

(iv) polymeric carrier molecules containing a covalently linked 
affinity component capable of specifically binding to (A) and/or (C) in a 
condition where (A) and (C) are bound to each other, but not to free (C) , 
and more than one covalently linked affinity components capable of 
specifically binding to affinity liposomes, plus the complexes of (III); 

(iii) inactive enzyme molecules immobilized on a SS and capable of 
being activated by the enzyme activator encapsulated 

in the affinity liposomes; and 

(iv) a substrate not detectable by the reporter system which in the 
presence of activated enzyme molecules is convertible into reporter 
molecules capable of being detected by the reporter system. 

USE - (I) is useful for detecting an analyte (antigens, antibodies, 
nucleic acids or amplicons) in a liquid sample, which involves: 

(a) providing (I) ; 

(b) contacting the sample with the immobilized (C) ; 

(c) adding the enzyme activator-containing 
affinity liposomes; 



(d) removing unbound affinity liposomes; 

(e) releasing encapsulated enzyme activator from 

the interior of affinity liposomes bound to (A) and/or (C) ; 

(f) bringing the immobilized, inactive enzyme molecules into contact 
with enzyme activator released from the interior of 

the affinity liposomes and restoring the activity of the enzyme molecules; 

(g) adding the substrate being convertible into reporter molecules to 
the enzyme molecules; and 

(h) measuring the reporter molecules formed by activated enzyme 
molecules . 

Preferably, the enzyme activator is released from 
the interior of the liposome by increasing the ambient temperature or by 
adding a liposome-lysing agent. The method further involves adding 
polymeric carrier molecules capable of specifically binding to (A) and/or 
(C) in conditions where (A) and (C) are bound to each other but not to 
free (C) , the polymeric carrier molecules being the components bound or 
later to be bound to the affinity liposomes by providing more than one 
binding site for the affinity liposomes per each of the polymeric carrier 
molecules and removing unbound polymeric carrier molecules, before adding 
enzyme activator containing affinity liposomes, and 

where the affinity liposomes added are capable of specifically binding to 
(A) -bound polymeric carrier molecules. Optionally, detecting an analyte 
(preferably a low molecular weight (A)) in liquid sample comprises: 

(a) providing (I) comprising (C) immobilized on a solid support and 
capable of specifically binding (A) , affinity liposomes containing 
encapsulated enzyme activator and having (A) to be 

analyzed attached to their surface, enzyme molecules in an inactive 
condition immobilized on a solid support, and a substrate being 
convertible to reporter molecules by the enzyme molecules in activated 
condition; 

(b) mixing the sample with a limited quantity of the affinity 
liposomes ; 

(c) contacting the mixture with the immobilized (C) ; 

(d) removing unbound affinity liposomes; 

(e) releasing encapsulated enzyme activator from 
the interior of affinity liposomes bound to (C) ; 

(f) bringing the immobilized, inactive enzyme molecules into contact 
with enzyme activator released from the interior of 

the affinity liposomes and restoring the activity of the enzyme molecules; 

(g) adding the substrate being convertible into reporter molecules to 
the enzyme molecules; and 

(h) measuring the reporter molecules formed by activated enzyme 
molecules . 

Alternatively, detecting (A) in a liquid sample, involves: 

(a) providing (C) immobilized on a solid support and capable of 
specifically binding (A) , (A) molecules labeled with an affinity component 
capable of binding affinity liposomes containing surface-attached 
complementary affinity components, affinity liposomes containing 
encapsulated enzyme activator and having the complementary affinity 
components attached to their surface, enzyme molecules in an inactive 
condition immobilized on a solid support, a substrate being convertible to 
reporter molecules via the enzyme molecules in activated condition; 

(b) mixing the sample with a limited quantity of (A) molecules; 

(c) contacting the mixture with the immobilized (C) ; 

(d) adding affinity liposomes; 

(e) removing unbound affinity liposomes; 

(f) releasing encapsulated enzyme activator from the interior of 
affinity liposomes bound to labeled (A) ; and 

(g) carrying out steps (f ) - (h) of the previous method (all claimed). 
ADVANTAGE - The enzymatic amplification system allows signal 

enhancement by several orders of magnitude. Since affinity liposomes allow 
encapsulation of large amounts of enzyme activators, multiple enzyme 
molecules are activated upon release of the enzyme activators from each 
(A) -bound affinity liposome. Only partial purified enzyme preparations are 



used, and the size of the solid-phase area can be easily adjusted to 
accommodate additional contaminating, enzymatically inactive proteins. As 
a result (I) reduces costs and provides a new technique for highly 
efficient signal amplification. 

DESCRIPTION OF DRAWING (S) - The figure shows detection of target 
nucleic acids using affinity liposomes containing encapsulated Zn2 + ions 
on surface attached intercalating agents. 
Solid support 1 

Surface bound capture oligonucleotide 2 
Dwg.lA/2 



